The growing concern over the toxicity of Gd-based contrast agents used in magnetic resonance imaging (MRI) motivates the search for less toxic and more effective alternatives. Among these alternatives, iron-iron oxide (Fe@FeOx) core-shell architectures have been long recognized as promising MRI contrast agents while limited information on their engineering is available. Here we report the synthesis of 10 nm large Fe@FeOx nanoparticles, their coating with a 11 nm thick layer of dense silica and functionalization by 5 kDa PEG chains to improve their biocompatibility. The nanomaterials obtained have been characterized by a set of complementary techniques such as infra-red and nuclear magnetic resonance spectroscopies, transmission electron microscopy, dynamic light scattering and zetametry, and magnetometry. They display hydrodynamic diameters in the 100 nm range, zetapotential values around −30 mV, and magnetization values higher than the reference contrast agent RESOVIST ® . They display no cytotoxicity against 1BR3G and HCT116 cell lines and no hemolytic activity against human red blood cells. Their nuclear magnetic relaxation dispersion (NMRD) profiles are typical for nanomaterials of this size and magnetization. They display high r 2 relaxivity values and low r 1 leading to enhanced r 2 /r 1 ratios in comparison with RESOVIST ® . All these data make them promising contrast agents to detect early stage tumors.
body. They are mainly represented by paramagnetic gadolinium complexes. Given the high toxicity of gadolinium, these contrast agents require large synthetic efforts to develop ligand cages that efficiently trap gadolinium ions. The goal is to avoid leaching of free ions and accumulation of any gadolinium containing species in the body to prevent harmful side effects such as nephrogenic system fibrosis, while trying to afford complexes with increased efficiency to reduce the dose to be injected. This concern over the long-term safety of gadolinium based contrast agents also motivates the search for less toxic (and more effective) alternatives [2] [3] [4] . In the last decades, so called T 2 contrast agents have also been developed. This time the contrast in MRI arises from a decrease of the transverse relaxation time of the water protons induced by the large magnetization of the contrast agent: the local heterogeneity of the magnetic field created in the region where water molecules are diffusing leads to an acceleration of protons nuclear spins dephasing and a decrease of transverse relaxation time T 2 . These contrast agents are mainly superparamagnetic iron oxide nanoparticles (NPs) [4, 5] . Based on iron, these contrast agents, the ultimate fate of which is macrophage capture and subsequent metabolism into labile iron, are potentially less toxic than gadolinium based ones. Furthermore, as for many nanomaterials, their surface may be easily modified to offer longer circulating time, multimodality [6] , modulable half-life or specificity [7, 8] , or to offer other functionalities such as drug delivery vehicles or magnetic and photonic ablation therapies [9] [10] [11] , which is otherwise difficult to obtain with molecular contrast agents. However, large doses still need to be injected to afford a significant contrast, which raises toxicity concerns related to iron overload [2] . To answer this issue, nanomaterials of higher magnetization and good crystallinity are needed. Among iron based nanomaterials, zerovalent iron NPs display much higher values of magnetization than the currently used iron oxides [12] , which makes them attractive alternatives as T 2 weighted MRI contrast agents. Due to their high surface reactivity towards air and water, their surface spontaneously oxidizes into a passivating thin oxide layer [13] leading to a stable iron-iron oxide (Fe@FeOx) core-shell architecture with a magnetization which remains well above that of the previously used iron oxide NPs. This system has been recognized as a promising T 2 MRI contrast agent [14] [15] [16] [17] [18] [19] [20] [21] but surprisingly information on its engineering is still limited. The purpose of this study is to contribute filling in this gap and report on the conditions required to afford Fe@FeOx NPs that are stable in water, on the evaluation of their efficiency in MRI and assays of their cytotoxicity.
Production of zerovalent iron NPs (NPFe) of controlled morphology is best achieved by reduction of the amido iron complex [Fe(N(SiMe 3 ) 2 ) 2 ] 2 . Indeed, our group and others demonstrated that NPs of tunable size and shape could be obtained by adjusting simple reaction parameters [22] [23] [24] [25] [26] [27] . The NPFe obtained are intrinsically hydrophobic due to the nature of their surface capping ligands (long chain amine). Their use in biomedical applications thus requires engineering of their surface to provide stable colloidal solutions in water. For this purpose, an amorphous silica coating is attractive. It is an efficient way to impart water solubility to hydrophobic NPs and afford colloidal aqueous solutions, which are stable for extended periods of time. Furthermore it has already been used to efficiently develop imaging contrast agents [3, 28] and recent studies have reported its degradation in biological media into non toxic silicic acid [29] . Reverse emulsion methods are particularly robust to prepare amorphous silica shells of tunable thickness and have been well developed to coat magnetite NPs [30, 31] . We show here that adapting this method to Fe@FeOx NPs produces NPs with water solubility and limited toxicity at the same time. Finally, PEG chains are grafted at the surface of the NPs to further improve the biocompatibility of the nanosystem [32, 33] . The NPs thus obtained have been evaluated in MRI and the relationship between their magnetization, relaxivity and efficiency is discussed, as well as the effect of their surface coating and in vitro cytotoxicity by comparison to amorphous silica NPs with no Fe@FeOx core.
Results and Discussion

Iron NPs
To afford Fe@FeOx NPs comprising a passivating FeOx shell we chose to start from zerovalent iron NPs. Indeed, the spontaneous oxidation of zerovalent iron NPs in air has already been shown by our group and others to lead to the target core-shell nanomaterial. We selected a versatile synthesis method that provides NPs of clean surface state for their increased reactivity towards dioxygen. Thus iron NPs were synthesized using [Fe(N(SiMe 3 ) 2 ) 2 ] 2 as a precursor and a mixture of HDA/HDA.HCl in mesitylene, a method reported to lead to hexamethyldisilazane and hexadecylamine as the only by-products [27] . This method also yielded NPs of high crystallinity that were expected to give better results in MRI than amorphous ones [16, 34] . After 65 h at 150 • C, a black powder was obtained by magnetic separation, which was washed with toluene. A dispersion of this powder in toluene was drop casted on a carbon coated copper grid and analyzed by TEM ( Figure 1a ). The micrograph showed NPs with an average size of 9.8 ± 1.6 nm ( Figure S1a ). This size is well adapted for the application envisaged. It is large enough to avoid complete corrosion of the NPs upon air exposure [13] and to ensure large enough magnetization after oxidation so that the material can be easily purified and handled, and it is small enough to prevent dipolar magnetic coupling in the final material (vide infra). The powder was further analyzed by IR spectroscopy (ATR mode; Figures 2a and S2) . Surprisingly, the typical signatures of HDA and HDA.HCl could not be observed on the spectrum suggesting that only traces of these compounds were trapped in the powder. Rather, the large bands in the region 3114-2801 cm −1 , 1744 cm −1 , and 1388 cm −1 corresponded to νN-H vibrations of NH 4 Cl [35, 36] , as already observed by Gharbi et al. [37] . As in this previous work, NH 4 Cl most probably arose from a side reaction between HDA.HCl and HMDS (Scheme 1). The fate of HDA and HDA.HCl was further investigated by studying the supernatants recovered during the purification process after magnetically collecting the NPs. The IR spectrum of the impurities extracted with toluene displayed νC-H stretching bands at 2840 cm −1 and 2912 cm −1 indicative of the presence of long alkyl chains but the absence of the νN-H vibrations of HDA and HDA.HCl expected at 3330cm −1 , 3260cm −1 , and 3170cm −1 for HDA and around 3000 cm −1 for HDA.HCl confirmed the modification of the ligands ( Figure S3a ). A new band at 1670 cm −1 indicated the formation of an imine as a result of the reduction of the iron precursor by HDA as already reported by Meffre et al. [27] . Furthermore, a new νSi-C vibration was observed at 1248 cm −1 , which could not be attributed to hexamethyldisilazane given the absence of the characteristic νN-H band (expected at 1174 cm −1 ). This new νSi-C vibration was then attributed to N-trimethylsilylhexadecylamine based on the work by Gharbi et al. [37] who showed that a monosilylamine was formed in these conditions (Scheme 1). Transformation of HDA.HCl into toluene soluble N-trimethylsilylhexadecylamine greatly facilitated the purification of the NPs. Removal of NH 4 Cl and remaining traces of HDA.HCl could then be performed by washing the powder with ethanol, as confirmed by IR analysis of the magnetic powder, which displayed only a flat spectrum at the end of the purification process [38] (Figure 2b ). At this step, the NPs were not soluble in any solvent (organic or aqueous) but a TEM grid could still be prepared from dispersion in toluene. The average size of the NPs was unchanged with a 9.7 ± 1 nm size ( Figure 1b and Figure S1b ).
The surface of the NPs was then functionalized by oleic acid to afford colloidal solutions in organic solvents without any significant change of their average diameter as determined from the TEM images collected at this stage (final average size of 9.3 ± 1 nm, Figure 1c and Figure S1c ). The IR spectrum (ATR mode) of this nanomaterial displayed signals at 2915 cm −1 and 2851 cm −1 that could be attributed to ν(CH) vibrations in alkyl chains in agreement with surface grafting of oleic acid (Figure 2b) . Their low intensity is related to the limited quantity of oleic acid (close to a monolayer) in comparison to the large iron content in the material (here above 80%w).
Silica Coated Fe@FeOx NPs
Coating of the NPs by an amorphous silica shell was carried out in reverse micellar medium according to the work of Ding et al. [30] . Igepal reverse micelles were formed in cyclohexane/water medium. Dispersion of the NPs in the oil phase was eased out by the presence of oleic acid at their surface. Then the solution was exposed to air to generate a thin iron oxide shell. Formation of the oxide has been reported elsewhere [39, 40] . Whether it consisted of maghemite, magnetite or a gradient of both was not investigated in this work but it is generally admitted that magnetite is the main component of the oxide shell close to the residual iron core while the interface with air and water mostly consists in maghemite [13, [41] [42] [43] . This oxidation step had important falls out: first it stabilized the iron core against further oxidation (vide infra) and allowed its easy handling, then it provided OH functional groups when in contact with water which allowed grafting of the silica layer otherwise impossible to achieve for clean metal surfaces [44] , and last it limited the dipolar magnetic coupling between NPs as a result of the decrease of their neat magnetization. This point was important to avoid the formation of chains of NPs and allowed reaching a homogeneous dispersion of the NPs in the oil phase, a key point to get only one Fe@FeOx NP inside each silica shell. A careful adjustment of the quantity of NPs versus surfactant and TEOS limited the formation of silica NPs (NPSiO 2 ) with no magnetic core. After removal of igepal by extensive centrifugation/redispersion washing steps, TEM grids were prepared by drop casting a water dispersion of the NPs on a carbon coated copper grid. The micrographs displayed only a limited number of NPs without any core but mostly NPs with a dark core surrounded by a shell of lighter contrast ( Figure 3a ) [45] . Statistical analysis of the TEM images evidenced 10.7 ± 2 nm thick silica shells with Fe@FeOx cores of 10.2 ± 2 nm ( Figure S4 ), yielding global structures of 32 ± 3.2 nm average diameter.
It is noteworthy that the NPs could still be manipulated with a simple magnet despite partial oxidation of the iron core and did not display any strong magnetic dipolar couplings as evidenced by the absence of chain-like arrangements on the TEM grid. The absence of magnetically induced aggregation is important in view of biological applications as they would otherwise induce the clotting of the blood vessels. Dynamic light scattering (DLS) studies were performed to further assess the stability of the aqueous solutions. Results are reported on Table 1 . Freshly prepared dispersions of silica coated NPs reproducibly displayed an average hydrodynamic diameter of around 100 nm but the NPs slowly aggregated over time yielding to two populations in the intensity weighted distribution of sizes after 2 months in water ( Figure S7a ). Zeta potential analysis showed no variation of their surface charges at physiological pH nor of their isoelectric point over this period ( Figure S7b ). Obviously, even at zeta potential values of circa -40 mV, surface charges were not sufficient for the electrostatic repulsion to overcome the combined strong Van der Waals interactions setting in at this size range and gravity forces. We thus proceeded to graft PEG chains at the surface of the NPs to try and impart a better stability to the system and afford nanomaterials of improved biocompatibility [32] . 
Surface Functionnalization
PEGylation of the NPFe@FeOx@SiO 2 was achieved by reacting 5 kDa PEG chains, previously modified to accommodate a triethoxysilane function, with NPFe@FeOx@SiO 2 in a 2/1 v/v water/ethanol mixture for 48 h at 50 • C. Condensation of the triethoxysilane end group onto the silica surface was catalyzed by ammonia. After extensive purification, the dark brown product obtained was analyzed by NMR, IR spectroscopy, TEM, and DLS, and the data were compared to those recorded from NPFe@FeOx@SiO 2 . TEM analysis of the sample (Figure 3b and Figure S5 ) showed that the reaction yielded a nanosystem with an unchanged size for the Fe@FeOx core (9.7 ± 2.7 nm) but a thinner silica shell (8.5 ± 1.7 nm). The shrinking of the shell was probably a consequence of the supplementary 48 hours of reaction in a basic environment at 50 • C, thus continuing the condensation of the silica on itself. This has expected advantages: first it might impart an added protection to the magnetic core, second the silica shell should present an added resistance towards the biological medium, last the distance between the core and the water protons being reduced, the relaxivity of the NPs should be better [46] . DLS study showed no significant increase in the size of the NPs upon grafting of the PEG chains at their surface, which we could relate to a low grafting density: here 1 PEG/32 nm 2 (Table 1 and Figure S8a ). Indeed in these conditions PEG chains were expected to adopt a mushroom configuration (up until 1 PEG/24.4 nm 2 ) [47] rather than fully extend their chains into water. After two months of settling in water, the hydrodynamic diameter increased from 110 to 200 nm. The isoelectric point was not modified by the PEGylation, in agreement with the low grafting density. Similarly, the surface potential between pH 5 and pH 10 remained below −30 mV for all analyzed samples even after two months of retention in MilliQ water ( Figure S8b ).
PEGylation was followed by IR spectroscopy. Spectra were recorded in diffuse reflectance mode (DRIFT) to increase the signal over noise ratio. By comparison between the spectra of the PEG, NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG, the new vibration bands observed at circa 2872 cm −1 in the DRIFT spectra of NPFe@FeOx@SiO 2 -PEG ( Figure 4 ) could be attributed to the C-H stretching bands of the PEG chains and suggested the success of the PEGylation of NPFe@FeOx@SiO 2 .
This was further confirmed by a comparison of the 13 C magic angle spinning (MAS) NMR spectra of the NPs before and after PEGylation ( Figure 5 ). Due to the paramagnetism of the NP, the 13 C relaxations were fast and the 13 C MAS was recorded with a short recovery delay of 0.5 s. The prominent features of the NPFe@FeOx@SiO 2 spectrum could be attributed to the oleic acid (14-46 ppm: C of aliphatic chain, 124-129 ppm: C of the C=C bond) bounded to the magnetic core surface. In comparison, the 13 C MAS spectrum of NPFe@FeOx@SiO 2 -PEG displayed a new peak at 70.1 ppm, which was assigned to ethoxy groups from the PEG chain. As the relaxation times of the different nuclei present in the material depend on their distance to the paramagnetic core, the observation of signals associated to the surface bound oleic acid was facilitated. 
Magnetic and Relaxometric Properties
The magnetic properties of the samples were studied at 37 • C ( Figure 6 ). It is noteworthy that in both cases, the magnetization was already very close to its saturation state at 1 T, the lowest value of the magnetic field used for the imaging of phantoms (vide infra). It is noteworthy that the magnetic field levels of the current MRI are around 1.5-3 T. As expected given the surface oxidation of the NPs, saturation magnetization values of both samples lied between the one for bulk iron and those commonly reported for iron oxide NPs (i.e., below 90 A.m 2 kg −1 ). Importantly these values remained higher than the one reported for pure oxides developed for biomedical applications among which RESOVIST®(M s = 95 A.m 2 kg Fe −1 ). The saturation magnetization of NPFe@FeOx@SiO 2 was 123 A.m 2 . kg Fe −1 (measured at 5 T) and decreased by 20% after 2 months in MilliQ water in aerobic conditions. For the NPFe@FeOx@SiO 2 -PEG sample, the magnetization saturated at a somewhat lower value, 110 A.m 2 . kg Fe −1 at 5 T, which could be explained by the extended period in basic medium during the grafting of the PEG derivative favoring the formation of the oxide. The magnetization decreased to 105 A.m 2 . kg Fe −1 after 2 months in water (i.e., by less than 5%).
The thickness of the oxide layer could be estimated around 0.5 nm (80% of the magnetic core volume) and 1.1 nm (88% of the magnetic core volume) for NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG sample respectively based on the work by Lacroix et al. [16] and in agreement with previously reported data [48] . After 2 months under water in aerobic conditions, the magnetization decrease is associated to an increase of the shell thickness to respectively 1.1 nm (88% of the magnetic core volume) and 1.8 nm (93% of the magnetic core volume) for NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG samples respectively.
Longitudinal relaxation NMRD profiles were recorded at 37 • C for both nanomaterials (Figure 7 ). They displayed the characteristic shape expected from superparamagnetic NPs with a low field plateau, a large peak around 1 MHz and strong decrease to zero at high frequencies [49] . A fit of the data (Figure 7 and Table 2 ) allowed estimating the size and saturation magnetization (Ms) of the active material, as well as Néel relaxation time (τ Néel ), the diffusion coefficient (D) being fixed to that of water at 37 • C (D = 3.01 10 −5 cm 2 /s). Independent of PEG grafting, the average diameter was estimated around 28 nm, which was in good agreement with the size determined by TEM analysis (e.g., for the NPFe@FeOx@SiO 2 -PEG sample, the Fe@FeOx core (9.7 ± 2.7 nm) plus silica shell (8.5 ± 1.7 nm) corresponded to an overall diameter of around 27 nm), showing that the silica coating should be envisaged as impermeable to water at the time scale of the measurement [50] . Moreover the results reported herein showed that the PEG coating did not alter the diffusion of water in the vicinity of the NPs and confirmed that aggregation of the NPs was negligible. By considering the silica coating as impermeable to water, the magnetization deduced from the fit compared well to the one measured by SQuID analysis, being slightly lower after PEG grafting as discussed above. Indeed, as described by Pinho et al. [50] , a correlation can be obtained between both measurements by applying a correction factor to the magnetization obtained by SQuID, which takes into account the diameters of the coating and of the crystal. Magnetizations of 21 A.m 2 .kg MM −1 (MM = magnetic material, i.e., iron core plus coating) and 18 A.m 2 .kg MM −1 can be estimated for Fe@FeOx@SiO 2 and Fe@FeOx@SiO 2 -PEG nanoparticles respectively, in accordance with the values obtained by relaxometry. Measurements at low field pointed to a lower anisotropy energy for the PEGylated system. Assessment of effect of the NPs on the relaxation times of water protons was investigated at 20 MHz and 60 MHz (respectively 0.47 and 1.5 T) at 37 • C. Relaxivities are reported on Table 3 , as well as those for RESOVIST®(presently the only commercially available iron oxide based MRI contrast agent) and DOTAREM®(currently used to increase the contrast in T 1 weighted MRI), which were measured in the same conditions for the sake of comparison. Silica coated NPs and RESOVIST®displayed similar transverse relaxivities (r 2 ) values, while the relaxivity of the NPs was enhanced after functionalization by PEG. As the magnetization of the NPs slightly decreased after 2 months in water the observed decrease of their r 2 values was expected, as already reported by Masoudi et al. [21] . In agreement with the NMRD profiles, no significant difference could be made between the longitudinal relaxivities (r 1 ) of the NPs, PEGylated or not. Interestingly these values were systematically lower than those measured for RESOVIST®. Consequently the r 2 /r 1 ratios displayed by NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG were higher compared to RESOVIST®, especially when working at 1.5T. A stronger darkening, hence better contrast in the images, was then expected.
There are few data that allow direct comparison with the results reported herein. Indeed, the value of the relaxivity depends on many factors [3] such as magnetization of course, but also magnetic anisotropy energy (both parameters that can be influenced by the nature of the molecules coordinating at the surface of the magnetic core), size, thickness of the coating and permeability to water molecules, aggregation, and temperature to cite a few. Longitudinal relaxation rates (r 1 ) recorded at 20 MHz compared well with those reported by Yoon et al. [19] for DMSA capped Fe@FeOx NPs of larger magnetic core (16 nm) and thus larger saturation magnetization (140 A.m 2 .kg Fe −1 ) but much smaller hydrodynamic diameter (<45 nm) while they reported larger transverse relaxivities leading to better r 2 /r 1 values (around 30). Another comparison can be made with the work of Khurshid et al. [51] who reported r 2 values around 180 mM −1 .s −1 at 60 MHz for PEGsiloxane coated Fe@FeOx NPs with comparable sizes and surface state (as far as the magnetic core is concerned). However the longitudinal relaxivity was not studied in this work and no clear conclusion on the contrast expected in MRI can be drawn. CG Hadjipanayis [17] also reported lower r 2 values for Fe@FeOx NPs of the same size with a thin (2-3 nm) carboxyPEG surface coating but amorphous iron core, emphasizing the importance of the crystallinity of the core nanomaterial, as reported by Lacroix et al. [16] and Herman et al. [34] , and further evidenced in the present work. To confirm the expected darkening effect from the nanomaterials under study, MRI images of phantoms were acquired at 1 T and 9.4 T at 37 • C according to T 1 and T 2 weighted sequences in a concentration range 0.1-0.7 mmol. L−1. As expected, the NPs induced no contrast in T1 images ( Figure S9 ) but were active in T2 weighted sequences (Figure 8 ). The NPFe@FeOx@SiO 2 , PEGylated or not, were once again compared to RESOVIST®introduced at a concentration in iron of 0.5 mmol. L −1 , typical for clinical use. Comparison between the images clearly proved that, at identical concentration, NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG both induced a better darkening effect than RESOVIST®even at high field [52] . It suggests that this contrast agent could be used to get well resolved images and to ease the detection of very small tumors, a key for successful treatment of cancers. Furthermore, the images recorded at 1 T in the presence of the nanosystems displayed an enhanced darkening effect compared to the one recorded with RESOVIST®already at lower concentrations, which suggests that the dose to be injected to get relevant images for clinical applications could be reduced. From these images r 2 values at 9.4 T could be estimated ( Table 3 ).
The T 2 NMRD profile was not determined for technical reasons but, as expected [49] , one could observe that r 2 increased with field strength, reaching values around 240 mM −1 .s −1 at 9.4 T for the PEGylated samples. In comparison, McGrath et al. [53] reported r 2 values slightly below 230 mM −1 .s −1 at room temperature for Fe@FeOx NPs with comparable core size (11 ± 2 nm) and saturation magnetization (103 A.m 2 .kgFe −1 ), but larger hydrodynamic diameter (180 nm) due to presence of phosphonate-grafted polyelectrolytes at their surface. 
Cytotoxicity Assessment
Cytotoxicity assays have been performed using a human colon cancer cell line, HCT116 (Figure 9 and Figure S11 ), and two non tumoral fibroblast cell lines: 1BR3G (human skin fibroblasts, Figure 10 and Figure S12 ) and CCD112-CoN (normal colon fibroblasts, Figure 11 and Figure S13 ), working with a concentration of 100 µg/mL of NPs (i.e., an average of 0.5 mM of iron). Comparison was made with pure silica NPs synthesized according to the same procedure, and displaying the same surface state in order to try and evidence any possible adverse effect of the magnetic core (synthesis and characterization of the NPSiO 2 and NPSiO 2 -PEG samples are reported in the supporting material). All the results were reproducibly observed.
For all samples tested, no significant effect on cell viability could be observed for HCT116 cell line ( Figure 9 ) even after 72 h of incubation at the highest concentration tested (100 µg of NPs/mL). The minor differences observed all fell within the error bar of the assays. So, no effect of the presence, or not, of the iron core, and of the surface state of the NPs (PEGylated or not) could be observed on this cell line. Cytotoxicity assays carried out on 1BR3G cell line showed only a very limited toxicity of NPFe@FeOx@SiO 2 with a cell viability over 80% even after 72 h of incubation ( Figure 10 ). PEGylated NPs showed a slightly increased viability of the cells in the short term, but after 2 months in water, no toxicity difference between the PEGylated and non PEGylated NPs could be observed on this cell line.
On the contrary, assays on the more sensitive CCD112-CoN cells ( Figure 11 ) showed a high toxicity from NPFe@FeOx@SiO 2 , with a viability of the cells decreasing below 10% for NPFe@FeOx@SiO 2 at 100 µg/mL while 100% cell viability was retained for NPFe@FeOx@SiO 2 -PEG at 24 hours of incubation. Still, the viability of the cells decreased to 15% at 72 hours of incubation for this PEGylated sample. In comparison, pure silica NPs had no toxicity on this cell line. This clearly showed the impact of the iron core and the benefit conveyed by PEG grafting.
Last, hemocompatibility of the NPs was evaluated in vitro. Only the positive control showed visible hemolytic activity after centrifugation (800× g for 15 min) while all the human red blood cells (HRBCs) precipitated undamaged after incubation with the nanoparticles (Figure 12b ). The remaining nanoparticles were discarded by centrifugation (16,000× g for 15 min) to avoid interference with absorbance measurements (Figure 12c ). The hemolytic activity recorded was less than 1% for all the nanoparticles in the studied conditions (Table S1 and Figure 12a) showing that NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG nanoparticles did not affect HRBCs. 
Materials and Methods
Synthesis of iron NPs (FeNP) were performed under argon atmosphere by using Fisher-Porter tubes, a glovebox and argon/vacuum lines. Mesitylene (+99%, Acros), toluene (99%, VWR Prolabo), methanol (96% STREM), acetic acid (98% Aldrich), and ethanol (99.9% Aldrich) were dried according to classical procedures. These solvents were distilled and degassed prior use. Iron bistrimethylsilylamide dimer, [Fe(N(SiMe 3 ) 2 ) 2 ] 2 , was purchased from Nanomeps, hexadecylamine (HDA, Aldrich, 98%), oleic acid (OA, 99%, Alfa Aesar), cyclohexane (Aldrich, 99%), igepal CO-520 (Aldrich, 90%), tetraorthosilicate (TEOS, Aldrich, 98%), ammonia solution (28.0-30%, Sigma-Aldrich), poly(ethyleneglycol)monomethyl ether (PEG-OH) (5 kDa, Aldrich), and 3-(triethoxysilyl)propylisocyanate (TESPIC, Alfa Aesar) were used as received. Hexadecylammonium chloride (HDA.HCl) was prepared according to reference [27] from hexadecylamine (HDA, Aldrich, 90%). MilliQ water (18 MΩ) was used for all aqueous preparations.
Synthesis of Iron NPs (NPFe)
NPFe were prepared according to a published procedure [27] . In a typical experiment 6 mmol of HDA.HCl (1.66 g), 8 mmol of HDA (1.93 g), and 2 mmol of [Fe(N(SiMe 3 ) 2 ) 2 ] 2 (1.56 g) were dissolved in 80 mL of mesitylene. The reacting medium was heated at 150 • C for 63 h. The particles were separated with an NdFeB magnet (N42, 1.3 T) overnight, and the solvent was pipetted out. The particles were then washed three times with 80mL of toluene (<5 ppm of H 2 O), and three times with 60 mL of dry ethanol (<30 ppm of H 2 O). The obtained powder contained 95%w of iron (as deduced from ICP analysis). Isolated yield: 79% (179 mg of black powder).
Oleic Acid Treatment of the NPFe
In a Fisher-Porter tube 2 mL of oleic acid in 80 mL of toluene were added on 179 mg of NPs, and the dark solution was sonicated for 15 minutes. After one night of magnetic separation with an NdFeB magnet (N42, 1.3 T), the black powder obtained was washed three times with 15 mL of toluene. The material obtained contains 81%w of iron (as deduced from ICP analysis). Isolated yield: 73% (150 mg of powder).
Coating of the Iron NPs with Silica (NPFe@FeOx@SiO 2 )
The procedure was adapted from [30] . Silica coating was obtained by ammonia catalyzed hydrolysis of tetraethoxysilane (TEOS) in the presence of Igepal CO-520. In a 30 mL Pyrex tube, 15 mL of cyclohexane and 0.8 mL of igepal CO-520 were mixed and mechanically stirred for 5 min. A 1.5 mL of cyclohexane solution containing 5.15-5.25 mg of iron NPs was added to the previous solution and mechanically stirred for 30 min. Then, 0.13 mL of a NH 4 OH solution (30%) were added and the solution was mechanically stirred for 15 min. Finally, 0.15 mL of TEOS were added and the solution was mechanically stirred for 15 min, then the reaction was left ongoing without agitation for 48 hours. Addition of 0.118 µL of acetic acid neutralized the pH to stop the catalytic process. Then addition of 10 mL of methanol followed by magnetic separation with an NdFeB magnet (N42, 1.3 T) allowed the recovery of a black powder. This powder was washed one more times with 10 mL of methanol (Vortex 1 min, sonication 5 min, centrifugation 30 min, 9000 rpm, 5 • C), two times with 10 mL of ethanol (Vortex 1min, sonication 5 min, centrifugation 30 min, 9000 rpm, 5 • C), and three times with 10 mL mQ water (Vortex 1 min, sonication 5 min, centrifugation 30 min, 9000 rpm, 5 • C). The final product was dispersed in 10 mL of MilliQ water and stored in a fridge (solution 1). ([NPFe@FeOx@SiO 2 ] 3 mg(10%w Fe ).mL −1 ).
Synthesis of PEG-Si(OCH 2 CH 3 ) 3
The PEG-silane was prepared according to a published procedure [54] 
PEGylation of NPFe@FeOx@SiO 2 (NPFe@FeOx@SiO 2 -PEG)
The procedure was adapted from [54] . Of absolute ethanol 5 mL was added to solution 1 to yield a 2:1 ratio v/v solution (MilliQ water:ethanol). Addition of 25 mg of previously synthesized PEG-silane was followed by a 10 minutes sonication of the mixture. Then, 0.325 mL of 30% NH 4 OH was added to the mixture, which was then heated at 50 • C for 48 hours without agitation. The particles were then washed 4 times with 10 mL of MilliQ water (Vortex 1 min, sonication 5 minutes, centrifugation 1 hour 30 minutes, 12000 rpm, 15 • C). The NPs were redispersed in 10 mL of MilliQ water (solution 2). ([NPFe@FeOx@SiO 2 -PEG] 1.5 mg (11%w Fe ).mL −1 ). The solution was then lyophilized in order to be analyzed by solid state NMR: 13 Reported in SI.
Characterizations
Iron content in the samples was determined by inductively coupled plasma-optical emission spectrometry (ICP-OES, PerkinElmer Optima 2100 DV ICP), after digesting the samples into a mixture of HNO 3 : HCl (1:3 ratio v/v) and diluting them with ultrapure water. C, H, and N contents were determined on a ICAP 7600ICP-OES analyzer (ThermoScientific) on a PERKIN ELMER 2400 série II analyzer (ThermoScientific).
IR spectra were recorded in ATR mode on a Bruker Alpha FT-IR spectrophotometer placed in the glove box for air sensitive samples and on a PerkinElmer Frontier FT-IR spectrophotometer for air stable samples. Diffuse reflectance infrared Fourier transform (DRIFT) spectra were acquired on a Nexus Nicolet with a DRIFT accessory from Perkin Elmer with a resolution of 0.8 cm −1 and a deuterated triglycine sulfate (DTGS) detector. All spectra were recorded in solid state after lyophilization of the samples.
Magic angle spinning (MAS) solid state NMR spectra were recorded on a Bruker Avance IIIHD 400 wide-bore instrument equipped with a 3.2 or 4 mm MAS probe, with the sample rotation frequency being set respectively at 6 kHz or 10 kHz. All 1 H, 29 Si, and 13 C chemical shifts are reported using the δ scale and are referenced to tetramethylsilane (TMS) at 0 ppm. High-power 1 H decoupling was used to record 13 C and 29 Si spectra. All spectra were recorded on lyophilized samples. NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG samples were diluted 50 times with silica powder.
Magnetic measurements were performed on a SQuID magnetometer (MPMS Quantum Design). The samples were prepared in gelatine capsules. The saturation magnetization curves were obtained at 310 K in a magnetic field varying from 0 to 50 kOe.
Transmission electron microscopy (TEM) samples were prepared by the drop casting method on 3.05 mm copper grids of 400 mesh from Pelanne instruments coated with a collodion film thickness of around 20-50 nm. TEM images were recorded on a MET Jeol JEM 1011 and 1400 instrument, size distributions were acquired by measuring a minimum of 250 objects using the open source ImageJ software. Sizes are given as mean ± standard deviation according to a Gaussian fit of the corresponding size distribution. Energy dispersive X-ray (EDX) study has been performed on a MET Jeol JEM 2100F instrument.
The hydrodynamic size was measured by dynamic light scattering (DLS), using a Zetasizer NanoZ device (Malvern instruments). Dilute suspensions were prepared in MilliQ water (10 −5 mol/L Fe). The solutions were filtrated on a cellulose 0.450 µm filter before the DLS analysis. DHYD in this work refers to the Z-average diameter.
The Zeta potential study was performed, using a Zetasizer NanoZ device (Malvern instruments). Two stock solutions were prepared for each sample, one for the study in basic pH and one for the study in acidic pH. The pH was adjusted with 0.001 mol.L −1 and 0.01 mol.L −1 HCl and NaOH solutions in order to keep the dilution of the NPs the same for each measurement. Samples were analyzed from pH = 1 to pH = 12.
To evaluate the efficiency of the hydrophilic suspensions as MRI contrast agents, T 2 and T 1 relaxation times were measured with a Minispec MQ60 (Bruker) operating at 37 • C and 60 MHz, with a magnetic field of 1.5T and a Minispec MQ20 (Bruker) operating at 37 • C and 20 MHz with a magnetic field of 0.47 T. The relaxation rate Ri values (1/Ti, s −1 , I = 1,2), obtained from the relaxation times measured (T i , s), were corrected by subtracting the water relaxation rate (R(H 2 O) = 0.2826 s −1 ) in the absence of the contrast agent. Linear fitting of the data related to the iron concentration (mmol.L −1 ) gives straight lines whose slopes are the relaxivities (ri, s −1 .mmol −1 , with R 2 > 0.99). Nuclear magnetic relaxation diffusion (NMRD) profiles were recorded at 37 • C on a field cycling relaxometer (Stelar, Italy) at magnetic fields ranging from 4.7 10 −4 (0.02 MHz) to 0.94 T (40 MHz) . The fitting of the data was performed according to the model developed by Roch et al. [55, 56] using a home-made fitting program. It has to be noticed that this model was developed for iron oxide nanoparticles and may thus not be completely appropriate for iron-iron oxide (Fe@FeOx) core-shell architectures. Phantom samples were prepared in 250 µL eppendorfs by diluting the samples (solutions 1 and 2) with pure water to afford the expected concentration range, images were acquired on a biospec 9.4T MRI from Bruker and on an ICON 1T from Bruker.
Toxicity assessments: Human colorectal carcinoma cells (HCT 116) and normal human colon fibroblasts (CCD112-CoN) were obtained from American Type Culture Collection (ATCC, Manassas, VA, USA). Human transformed skin fibroblasts 1BR3G were obtained from European Collection of Authenticated Cell Cultures (ECACC, Public Health England, UK). HCT116 and 1BR3G cells were routinely cultured in Dulbecco's modified eagle medium (DMEM, Invitrogen) containing 10% heat-inactivated fetal bovine serum and 1% antibiotic-antimycotic solution (Gibco) at 37 • C in a humidified 10% CO 2 atmosphere. CCD112-CoN cells were maintained in minimum essential medium (MEM, Gibco) containing 10% heat-inactivated fetal bovine serum, 1 mM sodium pyruvate (Gibco) and 1% antibiotic-antimycotic solution. The cytotoxicity activity of each sample was evaluated using the PrestoBlue Cell Reagent (Life Technologies) assay. Stock solutions for NPs were prepared in MilliQ water. All working concentrations were prepared in cell culture media with a maximum of 10% of MilliQ water in all working concentrations including control cells. Cells were plated in 96-well plates at a density of 5 × 10 3 cells/well in 100 µL of culture medium and were allowed to grown overnight. After this time, cells were treated with different concentrations of each samples during 24 h and 72 h and then 10 µL of PrestoBlue reagent was added following the standard protocol [57] . After 3 h incubation, fluorescence was measured exciting at 531 nm (emission at 572 nm) using a Victor3 multiwell microplate reader (Perkin Elmer). The relative cell viability (%) for each sample related to the control cells without treatment was calculated. Each sample was tested in triplicate.
Hemocompatibility assays: a hemolysis assay of human red blood cells (HRBCs) was performed to test the hemocompatibility of our samples. NPFe@FeOx@SiO 2 and NPFe@FeOx@SiO 2 -PEG were suspended in Ca 2+ /Mg 2+ -free Dulbecco's phosphate buffered saline (DPBS, Life Technologies) at a concentration of 200 µg/mL. Heparinized human whole blood obtained from human donors was diluted in DPBS to a hemoglobin concentration of 160 mg/mL. Nanoparticles suspensions and blood preparations were mixed in a 1:1 proportion and incubated at 37 • C for 4 hours in a microtube rotator. Blood preparations were mixed 1:1 with PBS and deionized water as a negative (NC) and positive control (PC) respectively. All conditions were performed in triplicate.
Following the incubation, the samples were centrifuged at 800× g for 15 minutes at room temperature. Supernatants were transferred into new tubes and centrifuged at 16,000× g for 15 minutes at room temperature to remove the remaining nanoparticles; the supernatants were transferred into a 96-well plate and their absorbance was read at 545 nm in a Victor3 multiwell microplate reader (Perkin Elmer). Hemolytic activity was calculated following Equation (1): %Haemolysis = Abs Sample − Abs NC Abs PC − Abs NC .
(1)
Conclusions
Nanoparticles comprising a crystalline magnetic iron/iron oxide core surrounded by an amorphous silica shell were successfully synthesized. The ease of their functionalization was exemplified by grafting PEG chains at their surface. The physico-chemical characteristics of these new materials were determined by the use of a set of complementary techniques and their interest as contrast agents for MRI was evaluated, as well as their cytotoxicity on human cell lines (both cancerous and normal). These nanomaterials displayed a good stability in water, no cytotoxicity even after 72 h of incubation on the HCT116 and 1BR3G cell lines, and no hemolytic activity against HRBCs suggesting they might not be toxic in in vivo assays despite the long circulating time generally reported for NPs (more than 75% NPs still present in the body after 48h) [58] . These nanomaterials also induced a much better darkening effect than the T 2 contrast agent presently marketed for use in MRI. This improved contrast in the images was directly related to the larger magnetization of the material in comparison with the one of the reference material. Indeed, the magnetization of these nanomaterials saturates at lower magnetic fields than iron oxide NPs making them more suited for clinical applications. Their magnetization being higher suggests that good images could be recorded with reduced loading in contrast agent during the injection, even if high field MRI was envisaged. Then, this kind of material could help detect tiny features such as early stage metastases, if properly targeted. Presently, given their hydrodynamic size these nanoparticles could be envisaged for imaging the reticuloendothelial system, any disease state characterized by an acute inflammatory response, or gastrointestinal imaging, or for cell tracking [1, 2] .
Finally, the choice of amorphous silica as a coating shell will allow a fine tuning of the properties of the nanomaterial by adapting the thickness of this shell or by adding targeting groups at the surface, both synthetic strategies that have already been developed for magnetite NPs coated with comparable silica shells [30, 31] and are readily available. This facile chemistry thus opens a broad range of applications and is currently investigated in our group. Then more complete toxicity evaluations will be needed before any clinical use can be envisaged.
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